Two experiments were conducted on broilers to assess the effect of dietary fiber from 00-rapeseed meal (RSM) on phosphorus (P) and calcium (Ca) apparent ileal digestibility (AID) and retention (AR) during the growing (Exp1: 10 to 21 d) or finishing period (Exp2: 21 to 31 d) in diets supplemented or not with microbial phytase. Each experiment involved 144 male Cobb 500 fed one of 8 diets. Fiber content was modulated by incorporating whole RSM, RSM from dehulled rapeseeds, either raw or supplemented with 2 levels of defatted rapeseed hulls. Diets were supplemented or not with 750 phytase units of microbial phytase per kg. Excreta were collected from d 14 to d 17 (Exp1) and from d 27 to d 30 (Exp2) to measure AR. At the end of experiments, digestive tracts were sampled and weighed. The distal ileum and tibias were collected to measure AID and bone mineralization, respectively. Age did not significantly alter the response of birds to the addition of dietary fiber. Inclusion of hulls decreased growth performance (P < 0.05). The weight of the proventriculus-gizzard (PG) increased with the dietary fiber content in Exp1: The decreased weight observed using dehulled RSM was reversed following the inclusion of hulls. In both trials, while the presence of phytase increased the AID of P (P < 0.001) but not Ca, the inclusion of hulls with phytase improved the AID of P and Ca [linear (Lin), P < 0.05]. This effect could depend on the effect of fiber on PG development and physiology. Hulls decreased the moisture content of excreta (P < 0.01), suggesting higher water retention or lower water consumption with fiber. The AR of P was lower than AID of P with hulls, contrary to Ca, suggesting a metabolic imbalance. The decrease of AR together with the decrease of bone characteristics indicates a lack of Ca in diets with hulls and suggests that P and Ca provision should be adapted to the level and the origin of fiber inclusion.
INTRODUCTION
The increasing availability of rapeseed meal in North America and Europe makes its inclusion of great interest for livestock production. Rapeseed meal represents a suitable protein source for broilers and a sustainable feedstuff, as one kg produced locally has lower environmental impacts than one kg of imported soybean meal (Wilfart et al., 2016) . As a result of selection, low glucosinolate and low erucic acid varieties known as 00-rapeseed meal (RSM) are available and have been C The Author 2018. Published by Oxford University Press on behalf of Poultry Science Association. This is an Open Access article distributed under the terms of the Creative Commons Attribution Non-Commercial License (http://creativecommons.org/ licenses/by-nc/4.0/), which permits non-commercial re-use, distribution, and reproduction in any medium, provided the original work is properly cited. For commercial re-use, please contact journals.permissions@oup.com Received September 18, 2017. 1 Corresponding author: agnes.narcy@inra.fr introduced into broiler diet for many years. However, RSM is still characterized by high dietary fiber and phytate levels, which are known to affect nutrient digestibility (Khajali and Slominski, 2012) and may influence phosphorus (P) availability, although this has not been documented yet. Previous studies reported the effect of RSM or canola meal on nutrient availability, but did not specifically focus on dietary fiber content or the technological processes affecting mineral absorption (de Vries et al., 2014; Mutucumarana et al., 2014) . In this regard, dehulling the seed is an interesting process to increase metabolized energy and to reduce the fiber fraction and the phenolic compounds located in the hulls (Amarowicz et al., 2000; Carré et al., 2015) . Historically, dietary fiber has been considered as a diluent, with low energy content and a relatively negative impact on feed intake and nutrient digestibility (Mateos et al., 2014) . Dietary fiber, particularly the soluble fraction, reduces nutrient breakdown and digestibility owing to its physicochemical properties, such as viscosity, which limit the contact between the feed matrix and the enzyme (Jha and Berrocoso, 2015) . Additionally, fiber sources themselves might bind minerals within their complex matrix and thus decrease their absorption, depending on their properties, such as mineral binding and physical entrapment (Baye et al., 2015) . Conversely, recent studies have observed a favorable impact of moderate amounts of fiber on nutrient utilization, linked to an improvement of digestive processes. For example, Jiménez-Moreno et al. (2013a) reported a beneficial effect of 2.5% oat hulls or sugar beet pulp inclusion on nutrient digestibility. As fiber inclusion seems to improve the digestive function of the gizzard (Jiménez-Moreno et al., 2009 ) and as microbial phytase acts mainly in this compartment (Selle and Ravindran, 2007) , fiber may enhance the effect of microbial phytase. Since microbial phytase is known to improve P and also calcium (Ca) digestibility (Qian et al., 1997) , the inclusion of fiber could modify the balance between both minerals, which are closely linked. Moreover, the different effects of fiber on morphology and digestibility following the age of broilers cannot be excluded (Jiménez-Moreno et al., 2013b) . Therefore, the aim of the present study was to investigate the effects of dietary fiber content on P and Ca digestibility, as well as bone mineralization in RSM rich diets, by using different levels of fiber, with and without microbial phytase during the grower and finisher phases of broilers. Consequently, we hypothesized that 1) dehulling the seed could improve nutrient accessibility by reducing the fiber matrix effect, 2) the hull content could lead to a higher development of the gizzard, thus enhancing mineral solubility and the impact of microbial phytase, and 3) the effects of fiber could be age dependent. Variations of dietary fiber level were obtained by using RSM from raw or dehulled rapeseed, the latter being supplemented with low or high levels of defatted rapeseed hulls.
MATERIALS AND METHODS
Two similar but independent experiments were conducted to study the effect of dietary fiber from RSM incorporated into grower (Exp1: 10 to 21 d) or finisher diets (Exp2: 21 to 31 d). All procedures relative to the use of live birds were approved by the local animal ethics committee and the French Ministry of Higher Education and Research (approval number: 2, 015, 012, 611, 348, 093 v3) . The experiments were conducted at INRA 1295, Unité Expérimentale Pôle d'Expérimentation Avicole de Tours (UE PEAT), approval number 37-175-1, Nouzilly, France.
Animal Management
Day-old Cobb 500 male broiler chicks were obtained from a commercial hatchery. Diets and water were provided ad libitum. The following lighting program was used during the experiments: d 0, 24 light (L); d 1 to d 2, 23L:1 dark (D); d 3 to d 6, 20L:4D; and d 7 to d 31, 18L:6D. Housing temperature began at 31
• C and was decreased gradually until 21.5
• C was reached at 17 days. At the end of each experiment (21 d and 31 d), all birds were killed by injection of sodium pentobarbital into the occipital sinus.
Experiment 1
Two hundred birds (45.5 ± 2.6 g) were housed in cages (2 birds per cage) equipped with a drinker and an open-trough feeder for 9 days. From d 0 to d 5 and from d 6 to d 9, birds received 2 starter diets successively (S1 and S2, respectively) that met nutrient requirements (NRC, 1994) and differed in the RSM inclusion in order to accustom the chicks to rapeseed (2.5% for S1 and 8% for S2; Table 1 ). At d 10, chicks were weighed, and the 144 birds closest to the mean weight (287 ± 39.8 g) were allocated randomly and individually to cages until d 21. They received one of the 8 experimental diets (18 animals per diet). Feed intake was recorded individually, and birds were weighed at the beginning and at the end of the experimental period.
Experiment 2
Two hundred birds (49.6 ± 2.7 g) were reared in a floor pen for 17 days. They received the S1 diet from d 0 to d 5, the S2 diet from d 6 to d 9, and the grower diet (G0) with 12% RSM from d 10 to d 21 (Tables 1  and 2) . At d 17, chicks were weighed, and the 144 chicks closest to the mean weight of 611.9 ± 70.7 g were placed randomly in individual cages. At d 21, broilers received one of the 8 experimental diets until d 31 (18 animals per diet). Feed intake was recorded individually, and birds were weighed at the beginning and at the end of experimental period.
Raw Materials and Experimental Diets
From a single batch of seed (00 variety), whole RSM and dehulled RSM were processed at the OLEAD pilot plant (Pessac, France). The dehulling of seeds was performed prior to oil extraction, and hulls were collected and defatted. Oil was extracted using hexane. Dehulling decreased the dietary fiber level and increased the protein level compared with the raw whole RSM (Table 3) .
The experimental diets were based on corn, soybean meal, and/or rapeseed meal obtained from raw or dehulled rapeseeds, the latter being supplemented or not with defatted hulls. All diets were formulated to meet all nutrient requirements of broilers, except for P and Ca, which were marginally deficient in diets without microbial phytase. The level of RSM was adapted to provide similar amounts of protein in the different diets. The dietary fiber content of grower (G) and finisher (F) diets (Exp1 and 2, respectively) was modulated by using whole RSM, dehulled RSM, or dehulled Table 1 . Ingredients and chemical composition of starter (S1: 0 to 5 d; S2: 6 to 9 d in Exp1 and Exp2) and grower diets of Exp1 (%, as-fed basis). 1   S1  S2  G1-G1+  G2-G2+  G3-G3+  G4 19.5 (20.0) 20.2 (20.0) 20.0 (20.0) 20.0 (20.0) 19.9 (20.0) 20.1 (20.0) 19.3 (20.0) 19.9 (20.0 RSM supplemented with 2 levels of defatted hulls. G1 and F1 diets were supplemented with 12 or 15% whole RSM and G2 and F2 diets with 8.4 or 10.5% dehulled RSM. The first level of defatted hulls was selected to obtain the same level of fiber as the G1 and F1 diets, and the second level of defatted hulls doubled the first used. G3 and F3 diets were supplemented with 8.4 or 10.5% dehulled RSM and 3.6 or 4.5% defatted hulls, respectively. G4 and F4 diets were supplemented with 8.4 or 10.5% dehulled RSM and 7.2 or 9.0% defatted hulls, respectively. Diets were supplemented with 0 (−) or 750 FTU (+) microbial phytase/kg (Natuphos R from Aspergillus niger, BASF AG, Ludwigshafen, Germany). All diets had similar levels of Ca and non-phytic P (NPP) with a Ca:NPP ratio of 2:1 for both experiments. Titanium dioxide (TiO 2 , 0.30%) was added as an indigestible marker, and diets were fed as pellets.
Sample Collection and Chemical Analyses
Total excreta were collected individually between d 14 and d 17 for Exp1 and between d 27 and d 30 for Exp2. The proventriculus-gizzard (PG), the duodenum (from the end of PG to the end of the duodenal loop), the jejunum (from the end of the duodenum to the Meckel's diverticulus), the ileum (from the Meckel's diverticulus to the ceca), and the ceca were excised from 12 animals per diet, and the empty organs were weighed. The digestive content of each segment was collected in addition to the right tibia and the distal ileum, and kept at −20
• C until further analysis. The pH was measured on all digestive contents (Mettler Toledo MP220, Greifensee, Switzerland).
All samples were analyzed in duplicate. Dry matter of the diets, freeze-dried excreta, and digestive contents of the stomach were determined after drying at 103
• C for 4 hours. The glucosinolate content and fiber characteristics in RSM, dehulled RSM, and defatted rapeseed hulls were determined by HPLC (ISO 9167-1:1992) . The crude fiber (CF) content was measured using the Weende method (NF V03-040). Neutral detergent fiber (NDF), acid detergent fiber (ADF), and acid detergent lignin (ADL) were obtained according to Van Soest et al. (1991) . Phytase activity was measured according to Engelen et al. (1994) . Distal ileum content was freeze-dried. Samples were then ashed at 550
• C for 8 h in a muffle furnace and solubilized with 16 N nitric acid and 30% hydrogen peroxide on a digestion block to 6.6 (6.1) TiO 2 (0.30%) was added to experimental diets, except for G0. 2 Phytase from Natuphos (10,000 G) was added to the diet in a corn meal mixture (0.75% microbial phytase + 99.25% corn). 1 NPP = non-hytate phosphorus; NDF = neutral detergent fiber; ADF = acid detergent fiber; ADL = acid detergent lignin.
dryness and finally diluted in 0.4 N nitric acid. Calcium and P content were measured on diets, excreta, and ileal digesta, using inductively coupled plasma optical emission spectrometry (ICP OES Thermoscientific TM iCAP TM 7200; method 990.08; AOAC International, 2006). Diets and distal ileum contents were analyzed for TiO 2 according to the method of Short et al. (1996) . Right tibias were analyzed for bone breaking strength (BS; Model 5543, INSTRON SA, Buc, France) and were then dried at 103
• C for 12 h and ashed in a muffle furnace at 550
• C for 12 hours.
Calculations and Statistical Analysis
The apparent ileal digestibility (AID) of P and Ca was calculated as follows:
where: X diet and X digesta : P or Ca content in the diet (%) and in the digesta (%), respectively; TiO 2diet and TiO 2digesta : TiO 2 content in the diet and the digesta, respectively.
The apparent retention (AR) of Ca and P was calculated as follows:
where: X ingested : P or Ca intake (g/d), X excreted : P or Ca excreted (g/d).
Outliers were determined, and normality of the data was checked using PROC UNIVARIATE for all variables. All data were analyzed using the MIXED procedure of SAS (SAS institute, 1990) as appropriate for a randomized complete block design with the individual broiler as the experimental unit. A block represented 8 consecutive individual cages in which birds received one of the 8 experimental diets. Blocks were used to provide a homogeneous distribution of experimental diets in the room. Consequently, the model included diets as fixed effects, whereas blocks (18 blocks per experiment) were included as random effects. Orthogonal contrasts were performed to separate treatment means. Contrasts were chosen to study: (i): the linear (Lin) effect of microbial phytase (mean of diets without phytase vs. mean of diets with phytase), (ii): the linear effect of dehulled RSM (mean of diets with whole RSM vs. mean of diets with dehulled RSM) with and without microbial phytase, and (iii): the linear and quadratic (Qua) effects of hull content (mean of diets with dehulled RSM vs. mean of diets with the first level of hulls vs. mean of diets with the second level of hulls) with and without microbial phytase. A probability level of P ≤ 0.05 was defined as significant, and a level between 0.1 < P < 0.05 was defined as a tendency. When a significant Lin effect of hull inclusion occurred, a comparison between the highest level (G4 or F4 diets) and the lowest level (G2 or F2 diets) was presented. When a significant Qua effect occurred, the diets compared were specified in brackets.
RESULTS
The use of the dehulling process provided a greater protein content (+19%) and a lower fiber content (−40% CF, −27% NDF, −35% ADF, and −48% ADL; Table 3 ) in dehulled RSM compared with whole RSM. Concerning the fiber content of experimental diets, results were in accordance, but in general slightly lower than expected values (Tables 1 and 2 ). Analyzed P concentrations in experimental diets were also in agreement with the expected values. The analyzed Ca concentrations were slightly higher than expected for both experiments. Concerning phytase activity, it was higher than the expected value in Exp1 (1060, 920, 810, and 1,000 FTU/kg in G1+, G2+, G3+, and G4+ diets, respectively). For Exp2, phytase activity was higher than the expected value, except for F3+ (820, 780, 710, and 1,010 for F1+, F2+, F3+, and F4+, respectively). For both experiments, phytase activity was lower than the detection limit of 100 FTU/kg in the diets without supplementation.
Experiment 1
Growth Performance, Mineral Status, and Apparent Ileal Digestibility. There was no significant effect of microbial phytase on growth performance (Table 4) . The inclusion of hulls decreased the final BW and ADG in diets supplemented with phytase (−5%; Lin, P = 0.028 and -6%; Lin, P = 0.025, respectively). A similar Table 4 . Growth performance, bone characteristics, and ileal digestibility of broilers fed diets with 12% whole RSM (G1), 8.4% dehulled RSM (G2), and 8.4% dehulled rapeseed meal with 3.6% (G3) or 7.2% defatted rapeseed hulls (G4) without (−) or with (+) phytase (Exp1: 10 to 21 d). Table 5. trend of decreased ADG was observed in diets without microbial phytase.
Dry weight, ash weight, and BS of the tibia were not affected by treatments. Microbial phytase increased tibia ash content (+0.83 point; P < 0.001), and inclusion of hulls decreased tibia ash content (−1.6 points; Lin, P = 0.006) in birds fed diets supplemented with microbial phytase.
Microbial phytase increased the AID of P (+9.8 points; P < 0.001; Figure 1 ), but not that of Ca. In the absence of phytase, the use of dehulled seed increased the AID of Ca (+7.1 points; P = 0.005), an effect that was counteracted by the inclusion of hulls (−10.5 points; Lin, P < 0.001). In contrast, in the presence of phytase, the use of dehulled seed did not affect the AID of Ca, but the inclusion of hulls to dehulled RSM increased the AID of Ca (+6.8 points, Lin, P = 0.008). While dehulling did not affect the AID of P, the inclusion of hulls to dehulled RSM altered the AID of P, with a quadratic effect without phytase (50 vs. 45% on average; Qua, P = 0.014) and a linear effect with phytase (+8.5 points; Lin, P = 0.001).
Digestive Organ Development and pH of Digesta. Phytase supplementation significantly increased the weight of PG (+5%; Lin, P = 0.011; Table 5 ). The use of dehulled RSM decreased the weight of PG with or without phytase (−9% on average; P < 0.05), which was reversed by the subsequent inclusion of hulls (+11% on average; Lin, P < 0.01). The use of dehulled RSM also decreased the weight of the ceca only without phytase (−11%; P = 0.037) and tended to increase it with phytase. The development of the ileum increased following an intermediate inclusion of defatted hulls in RSM from dehulled seeds (12.2 in G3-vs. 13.7 g/kg BW in G2-and G4-on average; Lin, P = 0.024 and Qua, P = 0.001).
Without phytase, the use of dehulled RSM increased the pH of PG (+0.53 point; P = 0.003) and tended to decrease the pH of the duodenum. Inclusion of dehulled seed increased the pH of the duodenum with phytase (+0.30 point; P = 0.035). Inclusion of hulls tended to decrease pH in the PG without phytase and tended to decrease the pH in the duodenum and the ceca with phytase. A Qua effect occurred with inclusion of hulls Table 5 . Relative empty weight and pH of the digestive segment of broilers fed diets with 12% whole RSM (G1), 8.4% dehulled RSM (G2), and 8.4% dehulled rapeseed meal with 3.6% (G3) or 7.2% defatted rapeseed hulls (G4) without (−) or with (+) phytase (Exp1: 10 to 21 d). for the duodenum pH without phytase (6.11 in G3-vs. 5.87 in G2-and G4-on average; Qua, P = 0.030).
Balance Trial Between d 14 and d 17. Feed intake and excreta weight were not affected by the diets (Table 6). Use of dehulled RSM increased excreta moisture significantly without phytase (+1.8 points; P = 0.010) and only numerically with phytase. The inclusion of hulls counteracted this effect. A similar profile was observed for DM digestibility, which increased with the use of dehulled RSM (+1.8 points on average; P < 0.01) and decreased following inclusion of hulls (−2.4 points and -4 points on average without and with phytase, respectively; Lin, P < 0.001).
Microbial phytase increased P intake (+6%; P < 0.001), but not Ca intake, while it decreased excreted P (−5%; P = 0.031) and Ca (−7%; P = 0.014). Consequently, the AR of P and Ca increased (+5.2 and +4.0 points, respectively; P < 0.001; Figure 2) . Inclusion of dehulled seed increased the AR of P (55.1 vs. 51.6% on average; P = 0.051 and P = 0.003 without and with phytase, respectively) and Ca (+4.7 points; P = 0.011 with phytase). Without phytase, inclusion of hulls decreased AR of P (−4.4 points; Lin, P = 0.004) and of Ca. With phytase, inclusion of hulls increased excreta P and Ca (+18% on average, Lin, P < 0.01), resulting in a lower AR of P and Ca (−6.4 points on average; Lin, P < 0.001).
Experiment 2
Growth Performance, Mineral Status, and Apparent Ileal Digestibility. Inclusion of dehulled seed tended to decrease ADFI without phytase and increased ADG with phytase (Table 7) . A quadratic trend occurred for higher ADG with the inclusion of hulls without phytase. With phytase, inclusion of hulls decreased the final BW (−4%, Lin, P = 0.042), ADG (−12%, Lin, P = 0.001), and ADFI (−10%, Lin, P = 0.001).
Microbial phytase increased tibia dry weight (+4%, P = 0.005), ash weight (+8%; P < 0.001), ash content (+0.7 point; P = 0.056), and BS (+9%; P = 0.011). The use of dehulled seed without phytase tended to increase tibia dry weight. Without phytase, the use of hulls tended to decrease tibia ash weight and BS. With phytase, inclusion of hulls decreased tibia ash weight (−7%; Lin, P = 0.018 and Qua, P = 0.070) and ash content (-2.1 points; Lin, P = 0.004), and a quadratic trend was observed for dry weight.
Microbial phytase increased the AID of P (+11.3 points; P < 0.001; Figure 3) but not of Ca. Without phytase, a quadratic trend occurred towards a lower AID of Ca with inclusion of hulls (34.4% in F3-vs. 40.5% in F2-and F4-on average; Qua, P = 0.033). With phytase, inclusion of hulls increased AID of P (+9.9 points; Lin, P = 0.003) and Ca (+8.2 points; Lin, P = 0.018).
Digestive Organ Development and pH of Digesta. With phytase, a trend towards a higher empty weight of the duodenum and PG occurred (Table 8) . Without phytase, inclusion of dehulled seed decreased the weight of the duodenum (−14%; P = 0.006) and of the ileum (−9%, P = 0.011), and the same trend occurred for the jejunum. Without phytase, the use of hulls tended to increase the weight of the jejunum. With phytase, the use of hulls increased the weight of the duodenum (+13%; Lin, P = 0.022).
Microbial phytase increased the pH of the proximal ileum (+0.21 points; P = 0.008) and of the ceca (+0.13 points; P = 0.024) and a trend towards a higher pH of the PG occurred. Without phytase, the use of dehulled seed decreased the pH of the duodenum (5.43 vs. 5.84; P = 0.012). The pH of PG increased following an Table 7 . Growth performance, bone characteristics, and ileal digestibility in broilers fed diets with 15% whole RSM (F1), 12% dehulled RSM (F2), and 12% dehulled rapeseed meal with 4.5% (F3) or 9% defatted rapeseed hulls (F4) intermediate supplementation of hulls (3.18 in F3-vs. 2.80 on average for F2-and F4-; Qua, P = 0.024). With phytase, supplementation of hulls decreased the duodenum pH (−0.39 point; Lin, P = 0.010).
Balance Trial Between d 27 and d 30
The use of dehulled seed tended to decrease feed intake in diets without phytase, and hull supplementation decreased it in diets with phytase (−12%; Lin, P = 0.001; Table 9 ). Microbial phytase tended to increase excreta weight. The use of dehulled seed increased DM digestibility without phytase (+2.6 points; P = 0.008) and increased excreta weight and moisture content of excreta with phytase (+16% and +3.4 points, respectively; P < 0.01). Without phytase, inclusion of hulls decreased DM digestibility (−6.3 points; Lin, P < 0.001), and the same trend occurred for excreta moisture content. With phytase, supplementation of hulls decreased the weight of excreta (−17%, Lin, P = 0.005), the moisture content (−5.3 points, Lin, P < 0.001), and the DM digestibility (−4.0 points, Lin, P < 0.001).
Microbial phytase increased the AR of P (+3.6 points, P = 0.005; Figure 4) and Ca (+2.8 points; P = 0.024). Without phytase, the use of dehulled seed decreased excreta P and tended to decrease excreta Ca (−14%, P = 0.024 for P and P = 0.068 for Ca) and increased the AR of P (+4.9 points; P = 0.026). A Qua effect also occurred for higher P intake with the supplementation of hulls (827 in F3-vs. 778 mg/j in F2-and F4-on average; Qua, P = 0.049), and a plateau was observed for excreta P (Lin, P = 0.025 and Qua, P = 0.027), for excreta Ca and for AR of Ca (Lin, Qua, P < 0.001) with the supplementation of hulls. For the same treatments, a decrease occurred for AR of P (−11.1 points, Lin, P < 0.001) and for Ca intake (−13%, Lin, P < 0.001). With phytase, supplementation of hulls decreased Ca intake (−8%; Lin, P = 0.029) and AR of Ca (−9.4 points; Lin, P < 0.001 and Qua, P = 0.006), and a Qua effect for higher excreta Ca occurred (396 in G3+ vs. 356 mg/j in G2+ and G4+ on average; Lin, P = 0.057 and Qua, P = 0.035).
DISCUSSION
Higher fiber content, through hull supplementation, reduced the positive impact of phytase on growth performance. The dehulling process probably permitted enzymes to access nutrients more easily. Rapeseed fiber may modify the physicochemical characteristics of the digesta, modulating the retention time and increasing bulk volume or water retention, thus leading to a greater feeling of satiety (Hetland et al., 2005; Mateos et al., 2013) . However, recent studies have reported a beneficial effect of moderate amounts of dietary fiber on growth performance. Jiménez-Moreno et al. (2016) observed an increase of 4.2, 5.0, and 4.1 g of ADG with the inclusion of 5% oat hulls, rice hulls, or sunflower hulls, respectively (7.3% NDF on average in diets). The discrepancy observed in our results could be explained by the higher level of fiber, with NDF values of 14.8 and 15.5% in Exp1 and Exp2, respectively. Indeed, according to Mateos et al. (2014) , there is a threshold beyond which dietary fiber has negative effects on growth performance. The nature and the level of fiber also modulate these responses. In addition, the Ca:NPP ratio used in this experiment was expected to optimize growth performance in conventional diets (Rousseau et al., 2016) and was consequently not responsible for the decrease observed. Table 8 .
Moreover, we observed a decrease of DM digestibility with hull inclusion, which is in line with the results of growth performance as reported by previous authors (Walugembe et al., 2014) . The moisture content of the excreta decreased as the level of hulls increased. This result is in agreement with van der Hoeven-Hangoor et al. (2014) who showed that adding insoluble fiber in the form of oat hulls to a wheat-based diet reduced excreta and litter moisture content. Conversely, Jimenéz-Moreno et al. (2016) observed that increasing insoluble fiber from 2.5 to 5% in the form of oat hulls, rice hulls, or sunflower hulls led to a higher water intake and moisture content of the excreta. Although we did not measure water intake, a lower water consumption or greater water reabsorption by broilers fed diets supplemented with hulls cannot be excluded. Water intake is indeed highly correlated with feed intake, but diet composition might affect this relationship (Carré et al., 2013) . On the other hand, the cecum is the main digestive segment for electrolyte and water absorption (Thomas and Skadhauge, 1989) , and an active one might have occurred concurrently with fermentation. These results are of particular interest regarding the current need to improve litter quality and limit footpad lesions, as a positive correlation exists between the litter moisture and the incidence of pododermatitis (Taira et al., 2014) .
Hull inclusion resulted in a higher relative empty gizzard weight at d 21, whereas the use of dehulled seed decreased it. An enlargement of the gizzard is observed when hulls, wood shavings, or large cereal particles are included in the diet, especially when those particles are composed of insoluble fiber (Svihus, 2011; Jiménez-Moreno et al., 2013b) . Sacranie et al. (2017) reported an increase of 65% of the gizzard weight with oat hull inclusion compared with cellulose inclusion, illustrating the effect of a native fiber compared with an isolated source. Surprisingly, this effect was not observed at d 31 when the small intestine was more affected by dietary fiber content, especially the duodenum, which was heavier with the inclusion of hulls. Previous works have reported similar results and assumed that the source of insoluble fiber could influence organ development differentially (González-Alvarado et al., 2008) . The gradual increase of RSM incorporation for all birds with the Table 8 . Relative empty weight and pH of the digestive segment of broilers fed diets with 15% whole RSM (F1), 12% dehulled RSM (F2), and 12% dehulled rapeseed meal with 4.5% (F3) or 9% defatted rapeseed hulls (F4) without (−) or with (+) phytase (Exp2: 21 to 31 d). pre-starter, the starter, and the grower phases (from 2.5 to 12%) probably resulted in a greater development of the gizzard at d 21. This previous adaptation could have masked the effect of fiber on the gizzard in the later phase.
The amount, the retention time, and the characteristics of the feed are known to alter the digestive pH, mostly in the gizzard (Svihus, 2011) . Our values were below the average of 3.5, but were in accordance with the range of 1.9 to 4.5 reported by Svihus (2011) . Only small differences of the digestive pH were observed between diets in both experiments. Even in small amounts, the presence of dietary fiber may have led to higher retention time and HCl secretions (Mateos et al., 2013; Svihus, 2014) . At the same time, high-fiber diets may have increased duodenal refluxes (Sacranie et al., 2012) . Consequently, the basic components from bile and pancreatic juices may have neutralized the pH of the gizzard in the case of high-fiber diets.
Insoluble fiber improved the development of the gizzard and also the AID of Ca and P in birds supplemented with microbial phytase. The effect of microbial phytase on P and Ca digestibility has been demonstrated in previous studies in broilers (Sebastian et al., 1996; Qian et al., 1997; Dilger et al., 2004 ). The present study highlighted a positive interaction between dietary fiber and microbial phytase (Figures 1 and 3) , which is consistent with the observations of Shang et al. (2015) , showing a better use of P in diets supplemented with 0.5% fructooligosaccharides and 500 FTU of microbial phytase per kg of feed (+11.5 points). The acidic pH of the PG promotes mineral solubilization and phytate hydrolysis, as the pH optimum of the phytase is between 2.5 and 5.5 (Dersjant-Li et al., 2015) . The higher functionality and retention time of the gizzard have probably favored these processes, thus delivering higher levels of inorganic and soluble P and Ca for absorption in the small intestine (Adedokun and Adeola, 2013) . As the pH of the duodenum remains low, it can prevent the formation of Ca-P complexes and ensures optimal phytase activity. In addition, the lower concentration of limestone in diets supplemented with hulls also may have favored phytate-P hydrolysis in the digestive tract (Tamim and Angel, 2003) . It is worth noting that the presence of hulls in diets without phytase limited the AID of Ca. This might be explained by the higher feed passage rate through the small intestine, which could limit the time for absorption.
In contrast to AID, AR of P was gradually reduced as hull supplementation increased in diets supplemented with phytase. The improvement in AID of P with hulls was higher than for Ca. Consequently, a metabolic imbalance between P and Ca could have occurred, leading to higher urinary P excretion (Leytem et al., 2008) . Indeed, plasma Ca is maintained in a narrow range through a system of hormonal regulation, whereas plasma P is less regulated. An explanation could be that low plasma Ca stimulates the release of parathyroid hormone (PTH), which is known to stimulate tubular reabsorption of Ca and reduce reabsorption of P (Proszkowiec-Weglarz & Angel, 2013) . This is consistent with the observation that P absorbed in the small intestine in relation to phytase addition was not retained, but was probably filtered by the glomerulus and excreted in the urine (Berndt et al., 2005) . This suggests that the Ca:NPP ratio, and probably microbial phytase addition, should be adapted according to the level of fiber in the diet. Mutucumarana et al. (2014) observed higher values of AID and AR of P than in the present experiments (61.8 and 64.5%, respectively) in 24-to 28-day-old broilers fed a diet containing canola meal. This discrepancy can be related to the fact that their birds were fed semi-synthetic diets with very low levels of P. Consequently, regulation processes may have occurred with an increase in the absorption rate of P (Viveros et al., 2002) . They did not observe any effect on AID of P, but a significant decrease of the coefficients of AR of P with the inclusion of canola meal (0.697 vs. 0.539 points for diet with 13.5 and 54.0% canola meal, respectively), which is in agreement with our results. Fermentation of dietary fiber is known to decrease luminal pH and induce production of short chain fatty acids (SCFA) and an enlargement of ceca (Jozefiak et al., 2004) . Therefore, a specific effect of bacterial P cannot be excluded and may explain the excretion of P. The microbial community has a specific requirement in P, as previously reported by Tilocca et al. (2016) . Indeed, P is involved in several functions required for microbiota activity and is excreted in the feces simultaneously with bacteria (Metzler and Monsenthin, 2008; Metzler-Zebeli et al., 2010) . Consequently, the P used by microbiota is lost for the host and participates in the lower retention of P in diets with hulls. The higher inclusion of hulls rich in dietary fiber might have increased fermentations in the ceca and the microbial community. This is in line with the enlargement of the ceca and the decrease of the cecal pH (mostly at d 21).
On the other hand, the higher AR of Ca compared with AID might also suggest absorption of Ca in the ceca. The absorption of Ca in the large intestine of rats has been known for a long time, and TRPV6 as well as vitamin D receptor expression have been measured in the cecum and colon (Karbach and Feldmeier, 1993; Christakos et al., 2014) . Moreover, a recent in vitro study showed a significant increase of Ca absorption through a laying hen's colonic epithelium, when a SCFA mixture was added with a molasses-oligofructose mix (+36.3 nmol/min/cm 2 for Ca; Gultemirian et al., 2014) . The lack of Ca in the metabolic compartment might have enhanced Ca absorption in the large intestine, probably through the absorption of SCFA, as suggested in rats by Trinidad et al. (1996) . These hypotheses request further researches, but the cecum appears to be a homeostatic compartment, able to absorb Ca if necessary in order to maintain the balance.
In conclusion, the present data suggested that the inclusion of fiber, in the form of rapeseed hulls, results in beneficial effects on the development of the gastrointestinal tract. The improvement of gizzard development and functionality led to a better microbial phytase effect on P and Ca digestibility, whatever the age of the birds. The use of dehulled RSM seems to improve nutrient accessibility, but this aspect should be investigated further. However, the levels of fiber inclusion from rapeseed meal, in the form of whole seeds or hulls, must be carefully adjusted to avoid any deterioration of feed intake or growth performance. In addition, the current results pointed out the need to adapt the Ca:NPP ratio according to the level and source of fiber and the microbial phytase addition, in order to limit extra urinary losses of P due to homeostatic regulation.
